Screening programs to detect and identify double-stranded ribonucleic acid (RNA) mycoviruses from a variety of fungi are underway at several laboratories, and these programs involve numerous empirical methods that concentrate mycelial extracts to produce virus particles. In experiments for detecting mycoviruses with antiserum specific for mycoviral doublestranded RNA (10) , PEG 6,000 was added to fungal extracts to precipitate virus particles.
Optimal conditions were determined for large-scale concentration and purification of Penicillium stoloniferum fast-moving virus (PsV-f) particles (3) (required for studies on fungal infection and virus toxicity) by PEG precipitation and preparative sucrose gradient centrifugation. We believe that not only is this procedure applicable to the production of milligram quantities of relatively pure virus particles, but that it is also adaptable to the concentration of other fungal viruses existing at low titers in the host organisms.
P. stoloniferum NRRL 5267 was grown in 15-liter fermentation tanks at 26 C in a medium containing 2% yeast extract and 10% sucrose. The mycelium was harvested by filtration after 96 h, and 2-kg (wet weight) samples were disrupted in a Manton-Gaulin homogenizer at 6,000 lb/in2 with 10 parts (wet weight per volume) of 0.1 M phosphate buffer, pH 7.2. After clarification of the homogenate at 15,000 x g for 10 min, samples (100 ml each) of cell-free supernatant were analyzed for virus by various fractionation and precipitation procedures (2) . The precipitates were resuspended in a minimal volume of phosphate buffer and clarified by low-speed centrifugation at 8,000 x g for 10 min. Analysis for virus by polyacrylamide gel electrophoresis was performed by the method of Loening and Ingle (8), with 2.4% gels developed for 3 h (6.5 mA/tube) at 25 C. Gels were scanned on a Gilford linear transport at 260 nm. A standard PsV-f preparation, made by sucrose gradient centrifugation, contained a single, electrophoretic peak characteristic of the PsV-f particles depicted in Fig. 1 28, 1974 recovered by sucrose gradient electrophoresis was assayed by analytical gel electrophoresis.
In all PEG experiments, recovery of PsV-f particles was complete. Electron micrographs of the concentrated suspensions showed no structural damage to virus particles. The considerably reduced volume of the suspensions simplifies the operation of additional procedures, such as ultracentrifugation, gel filtration, column chromatography, or solvent extraction inactivation. PEG concentration may be applicable to the detection of many other fungal viruses, in particular those viruses occurring in fungal species at low levels.
